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The inner membrane complex (IMC) of apicomplexan parasites contains
a network of intermediate ﬁlament-like proteins. The 14 alveolin domain-containing
IMC proteins in Toxoplasma gondii fall into different groups deﬁned by their distinct
spatiotemporal dynamics during the internal budding process of tachyzoites. Here, we
analyzed representatives of different IMC protein groups across all stages of the Toxoplasma life cycle and during Sarcocystis neurona asexual development. We found
that across asexually dividing Toxoplasma stages, IMC7 is present exclusively in the
mother’s cytoskeleton, whereas IMC1 and IMC3 are both present in mother and
daughter cytoskeletons (IMC3 is strongly enriched in daughter buds). In developing
macro- and microgametocytes, IMC1 and -3 are absent, whereas IMC7 is lost in early
microgametocytes but retained in macrogametocytes until late in their development. We found no roles for IMC proteins during meiosis and sporoblast formation.
However, we observed that IMC1 and IMC3, but not IMC7, are present in sporozoites. Although the spatiotemporal pattern of IMC15 and IMC3 suggests orthologous
functions in Sarcocystis, IMC7 may have functionally diverged in Sarcocystis merozoites. To functionally characterize IMC proteins, we knocked out IMC7, -12, -14, and
-15 in Toxoplasma. IMC14 and -15 appear to be involved in switching between
endodyogeny and endopolygeny. In addition, IMC7, -12, and -14, which are all recruited to the cytoskeleton outside cytokinesis, are critical for the structural integrity
of extracellular tachyzoites. Altogether, stage- and development-speciﬁc roles for
IMC proteins can be discerned, suggesting different niches for each IMC protein
across the entire life cycle.
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IMPORTANCE The inner membrane complex (IMC) is a deﬁning feature of apicompl-

exan parasites key to both their motility and unique cell division. To provide further
insights into the IMC, we analyzed the dynamics and functions of representative alveolin
domain-containing IMC proteins across developmental stages. Our work shows universal but distinct roles for IMC1, -3, and -7 during Toxoplasma asexual division but
more specialized functions for these proteins during gametogenesis. In addition, we
ﬁnd that IMC15 is involved in daughter formation in both Toxoplasma and Sarcocystis. IMC14 and IMC15 function in limiting the number of Toxoplasma offspring per
division. Furthermore, IMC7, -12, and -14, which are recruited in the G1 cell cycle
stage, are required for stress resistance of extracellular tachyzoites. Thus, although
the roles of the different IMC proteins appear to overlap, stage- and developmentSeptember/October 2017 Volume 2 Issue 5 e00409-17
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speciﬁc behaviors indicate that their functions are uniquely tailored to each life
stage requirement.
KEYWORDS IMC, Sarcocystis, Toxoplasma, endodyogeny, endopolygeny, gametocyte,
merozoite, sporozoite
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oxoplasma gondii is an obligate intracellular parasite causing opportunistic infection
in humans (1). Toxoplasma is a member of the phylum Apicomplexa, consisting of
approximately 5,000 species that are nearly all obligate intracellular parasites and are
deﬁned by the presence of a complex apical cytoskeleton and secretory organelles (2).
Other pathogens in this phylum of medical and economic importance include Plasmodium, the causative agent of malaria, and Cryptosporidium, causing severe enteritis,
whereas Eimeria, Neospora, Babesia, and Sarcocystis are of veterinary importance. The
Toxoplasma life cycle comprises all warm-blooded vertebrates, including humans, as
intermediate hosts, whereas the sexual (coccidian) cycle is restricted to felids, which
serve as the deﬁnitive host. Sarcocystis neurona and Toxoplasma are closely related
cyst-forming coccidia; both form tissue cysts in their intermediate hosts, which for
S. neurona are scavengers (e.g., raccoons, armadillos, skunks), with the opossum as the
deﬁnitive host. S. neurona causes equine protozoal myeloencephalitis upon accidental
horse infection (3).
Apicomplexan life cycles are composed of a series of sequential development
stages, several of which undergo distinct division modes in different hosts. In the
intermediate host, the Toxoplasma tachyzoite divides by endodyogeny, an internal
budding process forming two daughter parasites per division round (4). S. neurona
merozoites in the intermediate host also divide by internal budding; however, they
form up to 64 daughters per division round from a large polyploid nucleus, resulting of
several rounds of S phase without karyokinesis or cytokinesis (the large polyploid
mother cell is called a schizont; the division process is called endopolygeny) (5, 6).
Coincident with a mounting immune response, Toxoplasma tachyzoites differentiate
into bradyzoites residing in tissue cysts, which also divide by endodyogeny. Infection of
a cat leads to several rounds of merogony in the epithelial cells of the small intestine.
At this stage, the parasite divides by endopolygeny, which involves repeated rounds of
S phase and nuclear division, followed by the formation of multiple daughters by a ﬁnal
mitosis round linked to internal budding. Subsequently, the parasite sexually differentiates into either microgametocytes, forming multiple biﬂagellated microgametes, or
macrogametocytes, forming a single macrogamete (7). The macrogametes, following
fertilization, develop into unsporulated oocysts that are secreted into the cat feces,
wherein meiosis proceeds in the extracellular environment, resulting in the formation
of eight sporozoites per oocyst. Upon ingestion by an intermediate host, the sporozoites excyst in the intestines, invade through the epithelium of the small intestine, and
differentiate into tachyzoites, which completes the life cycle.
Cell division of the nonsexual stages is driven by assembly of the cortical cytoskeleton composed of ﬂattened alveolar sacs undergirded by an intermediate ﬁlament
network and microtubules (8). This cortical membrane complex is called the inner
membrane complex (IMC). The intermediate ﬁlament-like proteins are known as IMC
proteins containing an alveolin repeat composed of valine- and proline-rich regions (9).
Toxoplasma encodes a family of 14 alveolin domain-containing IMC proteins that are
sequentially assembled into the cytoskeleton of budding daughter tachyzoites and
mark distinct developmental steps in the budding process (10). Assembly of the IMC
ﬁlament skeleton in Toxoplasma starts with recruitment of IMC15 to the duplicated
centrosomes, from which IMC15 transitions to the ﬁrst outlines of the daughter
cytoskeletons (10) (Fig. 1A, left margin). Subsequently, a large group of IMC proteins,
IMC1, -3, -4, -5, -6, -8, -9, -10, and -13, is recruited to the forming daughter buds.
However, the behavior of these proteins resolves into several groups. IMC1 and -4
remain associated with the cytoskeleton upon maturation, whereas IMC3, -6, and -10
are partially released upon maturation. IMC5, -8, -9, and -13 transition to the basal end
msphere.asm.org 2
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FIG 1 Transcriptomic analysis and experimental overview of oocyst, sporocyst, tachyzoite, and bradyzoite development in
Toxoplasma. (A) Bubble plot showing the relative mRNA expression levels of all IMC proteins collected by RNA-seq at the stages
indicated (days indicate the times of induction and/or growth of the stages indicated). IMC proteins that belong to the same
functional group as deﬁned are grouped by their spatiotemporal localization pattern in tachyzoites as shown on the left (10).
Bubble size matches the relative level of expression representing transcript levels in FPKM. At the top, the places where the
particular development takes place are indicated by graphics, where the mouse represents any intermediate host, the cat any
feline, and the sun the extracellular environment. Brad, bradyzoites; O, oocysts; M, merogony; G, gametogony. (B) Overview
of the experiments reported in this paper. KO, knockout; KD, knockdown.

of the budding cytoskeleton when the basal ends start contracting to taper the forming
daughters. Although the dynamics of IMC11 are not well understood, it localizes to the
apical cap in mature parasites. Finally, IMC7, -12, and -14 associate only with the mature
cytoskeleton and are never present on the forming daughters. Here we set out to
understand the details of these different groups of IMC proteins; the experiments
performed are summarized in Fig. 1B.
Although Toxoplasma divides by internal budding, most apicomplexan parasites
divide by schizogony. Schizogony unfolds through the formation of multinucleate (MN)
schizonts (multiple rounds of S phase each followed by karyokinesis) in a shared
cytoplasm and concludes by the formation of daughter parasites at the periphery of the
cell, rather than by budding internally as observed in Toxoplasma or Sarcocystis. The
alveolin IMC family of Plasmodium berghei, which harbors only seven IMC paralogs, has
been studied throughout its life cycle (11–14). In contrast to the Toxoplasma tachyzoite,
P. berghei, which asexually divides by schizogony, expresses only a limited set of IMC
proteins per life stage. For example, PbIMC1c is incorporated into the cytoskeleton
upon completion of division (12) (comparable to Toxoplasma IMC7, -12, and -14),
PbIMC1a is expressed in sporozoites, and PbIMC1b is expressed in ookinetes (15),
whereas PbIMC1c and PbIMC1e are expressed differentially in gametocytes (13). These
different dynamics likely reﬂect distinct functions across the development stages, as the
Plasmodium IMC1 family proteins have been demonstrated to be critical for cell
morphology, tensile strength, motility, and infectivity (12, 15–18). We therefore hypothesize similar functions for at least some Toxoplasma proteins, though additional functions in Toxoplasma can be imagined. For example, IMC15 is likely involved in daughter
budding initiation, whereas IMC5, -8, -9, and -13 likely contribute to basal complex
constriction. Furthermore, Toxoplasma must differentially stabilize the mother cytoskeleton (which disassembles late in division) from the budding daughters since budding
September/October 2017 Volume 2 Issue 5 e00409-17

msphere.asm.org 3

Dubey et al.

Downloaded from http://msphere.asm.org/ on February 15, 2018 by guest

is internal (unlike in Plasmodium schizogony, which forms new daughters in the
absence of a mother IMC). Thus, it can be imagined that IMC proteins such as IMC7, -12,
and -14 differentially mark mother and daughter cytoskeletons to control the stability
of mother and daughter cytoskeletons.
In this study, we show that IMC1 and -3 associate with daughter cytoskeletons,
whereas IMC7 is speciﬁc for the mother cytoskeleton across the various asexual division
modes. Heterologously expressed IMC15 associates with the very early Sarcocystis
daughters, and IMC3 is enriched in budding daughters. However, unlike in Toxoplasma,
IMC7 associates with the apical end of Sarcocystis daughters rather than with the
mother’s cytoskeleton. IMC7, -12, and -14 are not essential for the tachyzoite lytic cycle.
We found evidence of slightly varying functions for IMC7, -12, and -14 in the structural
integrity of extracellular parasites. Moreover, we found that both Toxoplasma IMC14
and IMC15 are required to consistently limit the number of offspring per division round
to two, suggesting a putative mechanism to switch between endodyogeny and endopolygeny. Overall, we conclude that different IMC proteins have speciﬁc and distinct
roles in different developmental stages, which appear to diverge between different
parasite species.
RESULTS
Toxoplasma alveolin IMC protein family expression throughout the life cycle.
To obtain indications of whether particular IMC proteins might be stage-speciﬁcally
expressed, as reported for P. berghei (12), we ﬁrst mined the gene expression data
available in the Toxoplasma genome database (http://toxodb.org/toxo/) (19). Transcriptome sequencing (RNA-seq) data are available for tachyzoite development, bradyzoites,
the sexual development stages in the cat gut, unsporulated oocysts, and during
sporulation (Fig. 1A). The RNA-seq data through tachyzoite development follow the
same general proﬁle as observed by Affymetrix microarray analysis (10, 20), but with an
expanded dynamic range. They also conﬁrm that groups of IMC proteins with the same
spatiotemporal dynamics have matching expression proﬁles. The proﬁle observed in
bradyzoites does reﬂect the proﬁle in tachyzoites. This suggests that IMC proteins will
behave the same in tachyzoites and bradyzoites, which matches with the similar
endodyogeny division strategy followed by these two stages (21).
Expression data on the diverse (pre)sexual stages developing in the cat gut were
obtained from a time course of infection. Although the general pattern is again quite
comparable to the tachyzoite and bradyzoite data, the IMC7 and IMC12 expression level
is much higher, whereas the IMC11 expression level is much lower. Throughout the
different time points, not much variation is observed, likely because the stages are
mixed to some extent because of the low synchrony in the coccidian development of
T. gondii. This suggests prominent roles for IMC7 and -12 during merogony, when the
parasites divide by endopolygeny, forming 8 to 16 daughters per division round (the
Toxoplasma endopolygeny mode differs from Sarcocystis endopolygeny in that each S
phase is followed by mitosis), and/or during macrogametogony, where the mother cell
IMC is retained (22).
In the oocyst and during sporogenesis, the proﬁles are much different in that most
IMC protein transcript levels are low, consistent with the absence of an IMC in the
unsporulated oocyst (22). However, IMC3 and -11 appear to be relatively highly
expressed, suggesting speciﬁc roles in the oocysts, potentially related to sporoblast
formation. Notably low are IMC7 and -12, suggesting marginal roles during this process,
which ﬁts the absence of an IMC structure in both the unsporulated oocyst and
sporoblasts as new IMC protein only appears upon sporozoite formation (22). In
addition, the data show that the groups of IMC proteins based on observations in
tachyzoite development do not share expression proﬁles during sporogenesis, suggesting differential roles for IMC proteins within these groups. Overall, the RNA-seq
data match the functional insights available and at the same time predict divergent
functions where experimental insights are sparse.
September/October 2017 Volume 2 Issue 5 e00409-17
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FIG 2 IMC proteins in bradyzoites. IFA of bradyzoites with IMC1, IMC3, and IMC7 antisera counterstained
with D. biﬂorus agglutinin lectin to highlight the tissue cyst wall surrounding the bradyzoites and DAPI
to label the nuclear material. Arrowheads mark dividing parasites (the bottom right inserts are 2.5-fold
magniﬁcations of the marked daughter buds), and arrows point to two parasite nuclei not surrounded
by an IMC7 signal.

Toxoplasma IMC protein dynamics in bradyzoites. To verify the mRNA expression
data in the different life stages, we chose representatives from three different groups
of IMC proteins with putatively distinct roles in different life stages. IMC1 and IMC3 are
both associated with daughter buds in tachyzoites, but IMC3 is partially released from
the cytoskeleton upon maturation into mature parasites. IMC7 was selected as it only
associates with the mature cytoskeleton in tachyzoites. We used a mouse monoclonal
antibody (MAb) against IMC1 and polyclonal rat antisera against IMC3 (10) and IMC7,
which is ﬁrst reported here. We performed in vitro differentiation to assess IMC protein
dynamics in bradyzoites. Bradyzoite formation was validated by staining with Dolichos
biﬂorus agglutinin, a lectin that is speciﬁc for the tissue cyst wall. We detected IMC1, -3,
and -7 in the mature bradyzoite cytoskeletons. We also observed IMC1 and IMC3 in
dividing parasites (Fig. 2, arrowheads). Some parasites do not stain with IMC7, suggesting that these have recently completed cell division as the addition of IMC7 to the
mature IMC lags slightly behind the completion of division (Fig. 2, arrows). These data
conﬁrm recent observations for IMC3 in bradyzoites (21). Altogether, these observations ﬁt with the mRNA expression data (Fig. 1) and show that the (spatio)temporal
localization of these three representative IMC proteins is the same in tachyzoites and
bradyzoites.
Toxoplasma IMC protein dynamics during merogony. Upon infection of cats,
invading bradyzoites undergo merogony to produce 8 to 16 merozoites through
endopolygenic reproduction. Although the cortex of newly invading tachyzoites and
early intracellular developmental stages stains positively for IMC1, -3, and -7, expansion
of the polyploid schizont results in a sharply reduced IMC1 signal and complete loss of
the IMC3 signal (Fig. 3A, B, and D; see Fig. S1 to S3 in the supplemental material). While
macrogametocytes and certain multinucleated (MN) stages retain IMC7 surface staining, it is difﬁcult to morphologically differentiate between MN cells representing early
microgametocytes and schizonts. However, it was possible to identify adjacent MN
parasites that are either IMC7 positive or negative (MN⫹ and MN⫺ in Fig. 3C). Since
microgametes have been shown to lose the IMC during development (23), we may
September/October 2017 Volume 2 Issue 5 e00409-17
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FIG 3 IMC proteins in merozoites and during schizogony. IFA with IMC1 (A), IMC3 (B), IMC7 (C) and
costaining with IMC1 and IMC7 (D). Anti-ENO2 costaining was used to highlight the parasites (A to C). The
marked stages in both the IFA and schematic are multinucleate (MN; this can be either an early schizont
[ES] or early microgametocyte), LS, and MS. T and M mark trophozoites (early growth phase of schizont)
and merozoites, respectively. IMC7 speciﬁcally stains the polyploid mother, whereas IMC1 and -3 are
speciﬁc to (developing) merozoites. See Fig. S1 to S3 for single-color panels and additional images. Black
lines in the schematics indicate the localization and presence of the IMC, whereas the colors represent
the IMC proteins considered. Dotted lines indicate fragmented IMC and/or weak IMC protein localization.
Red and green overlay is represented in yellow.

differentiate between early schizonts (IMC7 positive) and microgametocytes (IMC7
negative). In the later stages of schizogony (late schizonts [LS]), it was possible to
identify daughter IMC stained with IMC1 (Fig. 3A and D) and -3 (Fig. 3B), while IMC7
(Fig. 3C and D) staining was limited to the mother cell periphery. Mature schizonts (MS),
with fully formed merozoites, were strongly stained for IMC1 and -3 but completely
negative for IMC7 (Fig. 3D).
Toxoplasma IMC protein dynamics during sexual development. During the
progression of sexual development, developing microgametocytes can be differentiated from macrogametocytes because of repeated rounds of nuclear division resulting
in ~8 to 16 nuclei while macrogametocytes retain a single nucleus that is diffuse.
Developing microgametocytes become negative for IMC1, -3, and -7 (Fig. 4; Fig. S1 to
S3). This is consistent with the loss of IMC during microgametogenesis observed by
electron microscopy (23). In contrast, during macrogametogenesis, the developing
macrogametocyte loses IMC1 and -3 but remains positive for IMC7. In the later stages,
there appears to be fragmentation of the cortical IMC7 labeling and some macrogametes were unlabeled for IMC7 (e.g., LMa in Fig. S3). This is consistent with the retention
September/October 2017 Volume 2 Issue 5 e00409-17
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FIG 4 IMC proteins in gametocytes. IFA of Toxoplasma gametocyte stages where mature schizonts (MS),
macrogametocytes (Ma), and microgametocytes (Mi) are marked. IMC1 and IMC3 were not detected in
either gametocyte, whereas IMC7 stained the periphery of the macrogametocyte. See Fig. S1 to S3 for
single-color panels and additional images. Scale bars, 1 m. N, nuclei.

of the IMC during macrogametocyte development and breakdown during the
macrogamete-to-oocyst transition with associated wall formation (22).
Toxoplasma IMC proteins during sporogenesis and in sporozoites. Infected cats
shed oocysts into the environment, where further development into sporozoites occurs. The RNA-seq data display very low expression levels of all IMC proteins in
unsporulated oocysts and only a select set of IMC proteins expressed at relatively
modest levels during sporulation (Fig. 1). Consistent with this, we were unable to detect
any IMC protein in sporulating oocysts until 36 h after sporulation; deﬁned sporozoites
become visible by 64 to 78 h (Fig. 5A). To align sporulation events, in particular the
nuclear divisions (ND1 to -3) while going through meiosis and a subsequent mitotic
round following formation of two sporoblasts, we stained oocysts at various time points
with the kinetochore marker Nuf2 and tracked the ploidy level by staining with a
centrosome marker (centrin; Fig. 5A, top row). Four hours into sporulation, oocysts
undergo ND1, while ND2 occurs between 12 and 24 h and ND3 occurs between 24 and
36 h. Our data also suggest that the nuclear envelope is strongly remodeled or absent
in ND1, as shown by the uncondensed nature of the 4’,6-diamidino-2-phenylindole
(DAPI)-stained DNA (Fig. 5A). We started to detect IMC3 clusters assembling around the
nuclei following the completion of ND3, which subsequently transitions into the
sporozoite cortex concurrent with the formation of the subpellicular microtubules
(Fig. 5A, bottom row, left two images). Taken together, our data conﬁrm that IMC
proteins are not needed for sporoblast formation and indicate that sporozoite assembly
might be independent of mitosis, which would set it apart from asexual tachyzoite,
bradyzoite, and sporozoite formation.
We note that in order to make unsporulated oocysts permeable to antibodies, the
ﬁxation and permeabilization conditions are harsh and may affect the structures within
the oocysts, leading to potential artifacts. To partially address this concern, we also
tested our IMC antisera on in vitro excysted sporozoites so that the ﬁxation and
permeabilization conditions were comparable to those used for the asexual stages.
Here we observed both IMC1 and IMC3 signals, but IMC7 could not be detected
(Fig. 5B). Thus, the indirect ﬂuorescent-antibody assay (IFA) data match the mRNA
expression proﬁles in sporozoites, where IMC7 is poorly expressed (Fig. 1A). Overall,
mature sporozoites do share IMC1 and -3, but not IMC7, with tachyzoites, bradyzoites,
and merozoites.
September/October 2017 Volume 2 Issue 5 e00409-17
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FIG 5 IMC development during sporogenesis and in sporozoites. (A) Sporogenesis tracked markers for
the nuclear cycles and sporozoite development. Centrosomes (centrin) and kinetochores (Nuf2) control
three nuclear divisions (ND1 to ND3) in sporulating Toxoplasma. Anti-␤-tubulin staining marks developing sporozoites, while IMC3 shows up relatively late during sporozoite formation. Oocyst and sporocyst
walls autoﬂuoresce blue. Nuclei are labeled with DAPI. SD indicates sporozoite development. (B) Confocal
laser scanning microscopy of in vitro excysted sporozoites stained with IMC1, IMC3, and IMC7 antisera.
Parasites were costained with antiserum generated against Toxoplasma ␤-tubulin, which visualizes the
subpellicular microtubules and identiﬁes the apical end (top). IMC7 is not present in sporozoites, but
IMC1 and -3 are.

IMC protein dynamics in S. neurona endopolygeny. All asexual stages of Apicomplexa within the cyst-forming coccidia (e.g., Toxoplasma, Neurospora, Sarcocystis, and
Frenkelia but not Eimeria species) divide by slight variations on endopolygeny; during
Toxoplasma endopolygeny, S phase is always followed by mitosis, but during S. neurona
endopolygeny, S phase is not followed by mitosis, resulting in large polyploid nuclei
from which 64 daughters bud (24, 25). In all cases, budding of daughters is linked to a
ﬁnal round of S phase and mitosis. We asked how these slightly different division
modes compare to each other in terms of IMC proteins. We used the annotated
orthologs SnIMC1 (SN3_01100800), SnIMC3 (SN3_00100240), SnIMC7 (SN3_02200165),
and SnIMC15 (SN3_01700570) (http://toxodb.org/toxo/; protein sequence alignments
are shown in Fig. S4) (26). The antibody against T. gondii IMC1 (TgIMC1) is a MAb
against an unknown epitope, which did not display any reactivity against Sarcocystis
merozoites (data not shown). The IMC3 antiserum was generated against a unique,
highly variable N-terminal region in Toxoplasma, which displayed effective crossreactivity in Sarcocystis, as we reported before (27) (Fig. S5A). The localization pattern
of IMC3 was speciﬁc for budding daughters, reﬂective of its behavior during Toxoplasma endodyogeny and endopolygeny. For IMC7, we also observed a speciﬁc signal
by IFA; however, its localization pattern is distinct from the pattern in Toxoplasma in
September/October 2017 Volume 2 Issue 5 e00409-17
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that shortly after invasion, the apical cap of newly invading merozoites is marked
(arrowhead in Fig. S5B). Upon growth of the early schizont, the signal becomes weak
and diffuse in the cytoplasm of the polyploid cell. Once daughter parasites start
budding, IMC7 appears on the apical ends, where it remains in emerging merozoites.
The role of IMC7 therefore appears to be different in S. neurona and resembles what we
observed for IMC11 in Toxoplasma, though we cannot exclude the possibility that IMC7
antiserum cross-reacts with another IMC protein. It is of note that Sarcocystis does not
appear to have an IMC11 ortholog (26).
Exploiting the transfection system that has been developed for S. neurona (28), we
asked whether Toxoplasma reporter plasmids (10) could be used to investigate IMC15
in Sarcocystis. We transfected a yellow ﬂuorescent protein (YFP) fusion construct under
the control of the constitutive ␣-tubulin promoter into S. neurona merozoites. Interestingly, IMC15-YFP highlighted the alveolar sutures in the mother schizont’s IMC
(Fig. S5C). However, upon maturation of the schizont, bright IMC15-YFP signals start
appearing inside the schizont, which likely mark the initiation of daughter budding on
the basis of their number (64 daughters typically form). Thus, the alveolar suture signal
is likely an overexpression artifact, as overexpression effects were also observed in
Toxoplasma with this plasmid (10). A fortuitous insight from this artifact is that the
YFP-IMC15 signal clearly shows the presence of an IMC in the mother. Thus, on the basis
of its localization pattern, it appears that IMC15 functions similarly in Toxoplasma and
Sarcocystis in early daughter scaffolding.
IMC15 is not essential for the lytic cycle, but its loss affects the number of
offspring. We previously showed that IMC15 is the ﬁrst IMC protein to be incorporated
into the new daughter cytoskeleton (8, 10). Since IMC proteins form oligomers through
their alveolin domain, we hypothesized that IMC15’s recruitment to the centrosome
prior to its deposition in the daughter cytoskeleton could serve as a scaffold for the
recruitment of subsequent IMC proteins to the daughter. In this model, IMC15 is
predicted to be essential for parasite budding. To directly probe the function of IMC15,
we generated parasites without IMC15. We were able to directly knock out the IMC15
locus (IMC15 dKO; Fig. S6), which, as measured by plaque assays, did not result in loss
of viability compared to that of wild-type parasites (Fig. 6A and B).
To evaluate potential effects of the lack of IMC15 on the budding process, we
assessed the early budding steps by IFA using a centrosome (centrin) and daughter
scaffold (IMC3) marker (29). As a control, we used the wild-type parent line, which, as
expected, showed the formation of two daughter buds around the duplicated centrosomes (Fig. 6C). In the IMC15 dKO line, we observed the same events, but in addition,
we frequently observed three or four centrosomes in one mother parasite accompanied
by a matching number of daughter buds (Fig. 6D). Although multiple (more than two)
daughters form at a 1 to 2% frequency in normal parasites (30), quantiﬁcation of this
phenotype in parasites without IMC15 revealed an increased incidence to 25% (Fig. 6E).
Thus, the absence of IMC15 gives rise to multiple centrosomes and culminates in more
than two offspring per division round. Taken together, our data suggest that IMC15 is
critical for the number of centrosomes and/or daughter buds per division round.
IMC7, -12, and -14 associate dynamically with the IMC throughout the lytic
cycle. Regarding the putative function of the three IMC proteins only associating with
the IMC of nondividing Toxoplasma tachyzoites, we generated two models (that are not
necessarily mutually exclusive). (i) These IMC proteins may serve as a mark to differentiate mother and daughter cytoskeletons, which is important during the ﬁnal phases
of cell division when the mother’s cytoskeleton is being degraded, whereas the
daughters’ IMC is retained. (ii) These IMC proteins may be involved in providing
strength to the cortical cytoskeleton of the parasite to withstand the stresses in the
extracellular environment and/or during host cell invasion and/or during the expansion
of the mother’s IMC during the formation of schizonts during endopolygeny (Fig. 3).
To differentiate between these two models, we ﬁrst determined whether these IMC
proteins transition in all parasites throughout G1 progression, as predicted by model 1.
In addition, we wanted to know whether they transition to the cortex in all extracellular
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FIG 6 IMC15 is not essential for the lytic cycle, but loss of IMC15 causes a multidaughter phenotype. (A)
Representative images of plaque assays of parental (RHΔKu80) and IMC15 dKO lines after a 9-day
incubation. (B) Quantiﬁcation of plaque size (A.U., arbitrary units) of both lines by measurement of the
area of 30 plaques. n ⫽ 3 ⫾ the standard error of the mean. The differences are not statistically signiﬁcant
by unpaired t test. (C, D) IFA images of parental (ΔKu80) (C) and IMC15 dKO (D) parasite lines obtained
with anti-IMC3 and anti-human centrin (hCentrin) antibodies after methanol ﬁxation. The top row shows
the vacuoles with initiating and early daughter buds, the middle row has budding daughters in
midphase, and in the bottom row, the daughters are in the late phase of maturation. (E) Graph showing
quantiﬁcation of the multidaughter phenotype by counting 200 vacuoles in each experiment. n ⫽ 3 ⫹
the standard error of the mean. Statistical signiﬁcance was calculated by using an unpaired two-tailed
t test (***, P ⬍ 0.001).

parasites, as required for model 2. To test the ﬁrst model, we assessed the fraction of
parasites with a cortical IMC protein upon arrest at two different points in G1 by using
YFP fusions of these three IMC proteins. We arrested parasites in the middle of G1 by
exploiting a temperature-sensitive cactin gene mutant named FV-P6, which arrests in
mid-G1 when grown at 40°C (29) (Fig. 7A; an example of cortical versus cytoplasmic IMC
localization is shown in Fig. 8A). In addition, we arrested parasites at the G1/S interphase by using 3-methyadenine (3-MA) (Fig. 7B) (31, 32). As a control, we used
random-cycling, nonsynchronized parasites (FV-P6 mutant grown at the permissive
temperature of 35°C). Our data show that by the end of G1, all three IMC proteins
transition to the cortex in ⬎90% of all parasites (Fig. 7C to E). This is consistent with the
mRNA expression proﬁles of these IMC proteins, where IMC14 transitions earlier in G1
than IMC7 and -12 (10). Critically, the nearly uniform translocation at the end of G1 is
consistent with a putative role for these IMC proteins in marking the mature mother
IMC for degradation.
To test model 2, we mechanically released asynchronous parasites expressing YFP
fusions of IMC7, -12, and -14 wherein we scored the fraction of parasites with a cortical
YFP signal (Fig. 8A) after performing a time series of extracellular incubations (0, 2, and
24 h). In an asynchronous population at t ⫽ 0 h, roughly 40% of the parasites display
all three IMC proteins in the cortex (Fig. 8B). This percentage only slightly ﬂuctuates for
IMC7 and IMC14 over a 24-h period; however, the cortical IMC12 population signiﬁcantly increases from 32 to 69% in 24 h. These data suggest that IMC7 and -14 are
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FIG 7 Mature group of IMC proteins completely transitions to the cortex in late G1 stage. (A, B)
Schematic representations of the procedures used to arrest the parasite in mid G1 stage by temperature
restriction (A) and in late G1 stage upon 3-MA treatment (B). (C to E) Quantiﬁcation of FV-P6 parasite lines
stably expressing mCherry fused to IMC7 (C), IMC12 (D), or IMC14 (E) in the cortex of the parasite after
invasion at 35°C (permissive condition; random cycling parasites) and upon mid-G1 arrest at 40°C. The
percentage of parasites with a cortical IMC7 (C), -12 (D), or -14 (E) signal was quantiﬁed after 3-MA block
in late G1. All graphs were plotted by calculating the percentage of vacuoles with cortical IMC after
counting ⬎100 vacuoles. n ⫽ 3 ⫹ the standard deviation. Statistical signiﬁcance was calculated by using
an unpaired two-tailed t test. n.s, nonsigniﬁcant; **, P ⬍ 0.001; ***, P ⬍ 0.0001.

unlikely to have a speciﬁc function in the extracellular milieu, but the signiﬁcant
increase in cortical IMC12 suggests that this IMC protein has a potential function in
coping with the extracellular environment.
IMC7, -12, and -14 are not essential for the tachyzoite lytic cycle. To directly
dissect the function of these IMC proteins, we generated parasite lines wherein either
the protein level could be conditionally knocked down through replacement of the
promoter with a tetracycline-regulatable promoter (IMC7 cKD) or through direct knock-

FIG 8 Localization of the mature group of IMC proteins in extracellular tachyzoites. (A) Examples of YFP
signal localizing to the cytoplasm and cortex in extracellular parasites stably expressing YFP-IMC12. (B)
Quantiﬁcation of cortical localization of marked IMC signal in extracellular parasites at 0, 2, and 24 h after
intracellular release. The graph was plotted from the average percentage of cortical localization of IMC
in extracellular parasites determined by counting ⬎200 parasites. n ⫽ 3 ⫾ the standard deviation.
One-way analysis of variance of IMC12 showed signiﬁcant P values between 0 and 2 h (*, P ⬍ 0.01) and
from 0 to 24 h (**, P ⬍ 0.001), as marked in the graph, suggesting that IMC12 translocates gradually to
the IMC, while tachyzoites reside extracellularly. DIC, differential interference contrast.
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FIG 9 IMC14 is required for synchronous division. (A) IFA images of parental RHΔKu80 and IMC14 dKO
lines stained with anti-IMC3 antibody (red), anti-human centrin (hCentrin) antibody (green), and DAPI.
The arrowhead indicates a parasite with four budding daughters as opposed to two in other parasites
within the same vacuole. (B) Quantiﬁcation of vacuoles harboring multiple daughters by blindly counting
at least 100 vacuoles. n ⫽ 3 ⫹ the standard deviation.

out of the locus (IMC12 dKO and IMC14 dKO) (Fig. S6C and D and S7). In the IMC7 cKD
line, IMC7 protein becomes undetectable within 24 h of anhydrous tetracycline (ATc)
addition (Fig. S7C and D). To evaluate the effect of IMC7, -12, or -14 protein deletion on
parasite viability, we performed plaque assays. As shown in Fig. S8, no reduction in
either the number or the area of plaques compared to the parental line was observed
for any of the mutant lines. These results indicate that when considered individually,
IMC7, -12, and -14 are not required to complete the lytic cycle in vitro.
IMC14 restricts the number of offspring per division round. The IMC7-, -12-, and
-14-depleted parasite lines provide a new tool to gather additional support for a role for
these proteins in either differential mother and daughter IMC function (model 1) or
stabilization of the mature cytoskeleton (model 2). We addressed the ﬁrst hypothesis by
performing IFAs with the centrosome and daughter scaffold (IMC3) markers. We
observed no discernible aberrations at any stage of the division process for parasites
lacking IMC7 or IMC12 (data not shown), but the absence of IMC14 resulted in loss of
division synchrony in parasites within the same vacuole, as well as more than two
daughters per mother cell (Fig. 9A). This phenotype increased from 3.8% in the
wild-type control parasites to nearly 20% of the population in the IMC14 dKO line
(Fig. 9B). Overall, the results of these experiments do not support model 1 but instead
show that lack of IMC14 surprisingly affects cell division synchrony, as well as the
number of daughter buds per division round.
IMC7, -12, and -14 function in tensile strength. To test if IMC7, -12, or -14 is
involved in maintenance of the stability of mature parasites (model 2), we asked
whether extracellular tachyzoites are able to withstand different osmotic stress conditions (33). The ability to withstand swelling or shrinkage due to water intake or
expulsion due to osmotic stress is a general measure of tensile strength. We analyzed
parasite integrity through the ability of propidium iodide (PI) to associate with the DNA
of ruptured parasites by ﬂow cytometry. We ﬁrst tested our assay by permeabilizing
wild-type parent (ΔKu80) parasites with a dilution series of saponin, which creates pores
in the plasma membrane. We observed a direct relationship between the saponin
concentration and permeabilization, with nearly 100% of the parasites permeabilized at
0.5% saponin, indicating that the assay works properly (Fig. 10A).
Subsequently, we exposed the parent and IMC-depleted lines to both hypotonic
and hypertonic stress conditions by 10 min of exposure to low salt concentrations
(Hanks balanced salt solution [HBSS] diluted 2- or 4-fold in water) and 1.0 M sorbitol,
respectively. These data show that the permeability of wild-type parasites increases to
around 20 to 25% under the most hypo- and hypertonic conditions tested compared
to around 7% permeable parasites in standard physiological salt (1.0⫻ HBSS) (Fig. 10B).
Although the difference is not statistically signiﬁcant, IMC7- and IMC14-depleted
parasites showed a trend of less resistance to hypotonic conditions than parental
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FIG 10 IMC7 and IMC14 are required for osmotic stress resistance. (A) Percentages of permeabilized cells
of the control parental line stained with PI after treatment with different concentrations of saponin.
Permeabilization was measured by PI staining of the nuclear material by ﬂow cytometry. Alexa 488conjugated SAG1 was used to differentially stain parasites from debris, which were additionally gated by
forward and side light scatter. (B to E) Percentages of permeabilized parasites positive for PI after
exposure to hypoosmotic (0.5⫻ or 0.25⫻ HBSS) or hyperosmotic (1 M sorbitol) conditions, as well as a
normoosmotic (1.0⫻ HBSS) control. B, RHΔKu80 parental line; C, IMC7 cKD (48 h with ATc); D, IMC12 dKO;
E, IMC14 dKO. n ⫽ 3 ⫹ the standard deviation. Two-way analysis of variance compared the hypotonic
and hypertonic buffers with control 1⫻ HBSS. *, P ⬍ 0.01; **, P ⬍ 0.001; ***, P ⬍ 0.0001.

parasites (Fig. 10C and E) but withstood hypertonic conditions quite well. Surprisingly,
the absence of IMC12 appeared to increase the parasites’ resistance to osmotic stress
conditions (Fig. 10D). These results indicate that IMC7, -12, and -14 have distinct and
even opposing roles in the maintenance of extracellular parasite rigidity.
DISCUSSION
Apicomplexan parasites easily adapt their division modes between different hosts
and tissues, and we hypothesized that IMC proteins play differential roles in these
division modes. Mining of the expression proﬁle data in combination with IFA of
representative IMC proteins as tractable markers across different life stages showed
that these proteins follow a very dynamic expression pattern unique to each life stage,
thereby hinting at stage-speciﬁc functions (Fig. 1A). A summary of all of the experiments performed is shown in Fig. 1B. We observed similar localizations of IMC1, IMC3,
and IMC7 across the different asexual division modes of Toxoplasma. The functions of
IMC3 and IMC15 appear to be orthologous in Sarcocystis endopolygeny, yet IMC7
displayed a different localization pattern. However, we note that the similarity between
the annotated IMC7 proteins in Toxoplasma and Sarcocystis is relatively low and thus we
cannot exclude the possibility that these proteins are not direct (functional) orthologs
of each other; in fact, the IMC protein repertoire outside well-conserved IMC1 and IMC3
is quite divergent between these closely related organisms (26) (Fig. S4).
During sexual development and sporulation, the roles of the selected IMC proteins
appear to deviate from these rules (Fig. 4 and 5). In the cat gut stages, there is a good
correlation with IMC7 staining and the retention and expansion of the mother’s IMC
during endopolygeny and macrogamete development. The loss of staining in some
mature macrogametes would correlate with the initiation of oocyst wall formation,
which occurs while the macrogamete is still within the host cell (22).
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The absence of IMC proteins during most of sporulation is consistent with the
absence of IMC transcripts in these stages. Furthermore, these observations match
electron microscopy observations on the lack of a pellicle structure during development up until the assembly of sporozoites in late sporocysts (34–36). Interestingly,
these studies also showed that unlike during endodyogeny and endopolygeny, sporozoite formation is initiated at the plasmalemma (as seen in classical schizogony)
(34–36). The uncondensed and irregular, stringy shape of the nuclear material during
early sporulation suggests that the nuclear membrane might be absent, or at least
strongly remodeled, during these early events. This is consistent with the previous
observation that nuclear binding by Aleuria aurantia lectin, which preferentially recognizes proteins modiﬁed with O-fucose and found on Toxoplasma nuclear pore complexes and in their proximity, is negative in this life stage (37). Although, electron
microscopy also revealed a much enlarged and elongated nucleus, the nuclear membrane could still be identiﬁed and appears to be present at all times (36). Collectively,
the nucleus and nuclear membrane appear to be altered following fertilization but the
nuclear membrane is retained. An additional insight gleaned from our data is that
sporozoite budding is independent from a mitotic round, as mitosis and karyokinesis
(ND3) appear to be complete before buds start to assemble (Fig. 5). However, electron
microscopy data are more consistent with the concurrent occurrence of mitosis with
budding (34). The early assembly of IMC3 around the nucleus is very unusual as well.
Therefore, we cannot exclude the possibility that other, as yet unknown, cytoskeleton
components are recruited before IMC3 or that the harsh ﬁxation techniques used affect
the preservation of early daughter structures. However, the formation of the ookinete
from the fertilized zygote in Plasmodium does occur in the absence of nuclear division
and initiates from the plasmalemma (12), so there are examples of mitosis-independent
daughter bud formation in members of the phylum Apicomplexa.
Thus, when considering the whole life cycle, our data are, in fact, comparable to the
observations made in P. berghei in that stage-speciﬁc patterns emerge. Although the
alveolin IMC protein repertoire is twice the size in Toxoplasma and Sarcocystis, we
observed a reduction in the IMC protein repertoire in the sexual stages as reported for
P. berghei (12). However, a marked difference is that all IMC proteins are expressed in
Toxoplasma tachyzoites, which is not the case in asexual P. berghei. Toxoplasma
therefore appears to have invested in a much more robust and redundant network of
IMC proteins, which is a challenge in the study of these proteins, as redundancy in
function is likely.
IMC15, the earliest known cytoskeletal component of daughter cell budding in
Toxoplasma, is surprisingly not essential for the lytic cycle of the parasite. This observation rejected our hypothesis that IMC15 would recruit additional alveolin domaincontaining IMC proteins, which thus appear to be recruited or trafﬁcked independently.
However, in the absence of either IMC14 or IMC15, we noticed an increase in multiple
daughters per division round, suggesting potential movement into endopolygeny
(Fig. 6 and 9). Normally, IMC14 and IMC15 are recruited on the bookends of cytokinesis,
so this uniﬁed pattern indicates that the switch between endodyogeny and endopolygeny lies on both sides of cytokinesis, in very early G1 and at the start of cytokinesis.
The centrosome is the structure coordinating these decisions; the inner centrosome
controls mitosis, whereas activation of the outer centrosome core triggers daughter
formation. Thus, differential activation of inner and outer cores is the basis for
endodyogeny versus endopolygeny (38). However, similar multidaughter phenotypes
have been observed with other mutations seemingly unrelated to centrosome regulation. For instance, disruption of the GTPase activity of Rab6 shifts cytokinesis toward
endopolygeny in 24% of the parasites (39). Rab6 regulates the retrograde transport of
proteins between post-Golgi apparatus secretory granules to the parasite’s Golgi
apparatus. The deletion of TgNCR1, a protein required for stimulation of lipid storage
and membrane biosynthesis, results in an endopolygeny incidence of about 75%
because of deregulation of trafﬁcking of the lipids necessary for daughter formation
(40). Furthermore, deletion of IMC subcompartment protein ISP2 also leads to a high
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frequency (60%) of multiple daughters per mother (41). Although the function of ISP2
is unknown, both Rab6 and TgNCR1 are involved in membrane trafﬁcking or biogenesis. It therefore appears that timely availability of membrane is critical for the daughter
bud initiation function of the outer centrosome core. Since IMC15 is predicted to be
palmitoylated and the IMC meshwork is anchored in the alveolar membranes, a feasible
model is that IMC15 assists in recruiting, anchoring, or fusing vesicles trafﬁcking from
the Golgi apparatus to start assembly of the new daughter. Thus, if the efﬁciency of this
process is reduced by the deletion of IMC15, it can be envisioned that the outer core
will not properly execute its job and subsequently the parasite will forgo daughter
development, eventually leading to another mitotic round, producing a total of four
centrosomes. The involvement of IMC14, on the other hand, suggests that a decision is
made very early in the process as well. This resembles observations in Plasmodium
where decisions for gametogenesis are made in the schizogony round before differentiation (42). However, it is unclear how IMC14 in the cortex can contribute to this
mechanism. Additional data in support of the involvement of IMC14 and IMC15 in the
switch from endodyogeny to endopolygeny is the low abundance of their transcripts
in both the early and late cat stages.
Regarding IMC7, -12, and -14, which are recruited to the IMC after the completion
of cell division, we did not obtain support for a role in the differential control of mother
versus daughter cytoskeleton stability in depletion studies, even though all three
proteins are present in the mother’s cortex by the onset of S phase (Fig. 7). We cannot,
however, formally exclude potential redundancy among these three IMC proteins,
which would not manifest in single gene deletions. The alternative function of IMC7,
-12, and -14 in the tensile strength of extracellular parasites is supported by the osmotic
shock data (Fig. 10). Deletion of either IMC7 or -14 causes a decrease in tensile strength,
whereas deletion of IMC12 improves tensile strength. However, these changes are
relatively subtle and do not result in decreased viability, implying no or very minor
effects on motility or invasion capacity in vitro (Fig. S8). Our experiment to monitor the
cytoplasm-to-cortex translocation dynamics of the IMC proteins provided some unique
insights. We see that the status quo in cortical versus cytoplasmic localization is
maintained for the situation at the time of egress for IMC7 and -14. It is well known that
parasites are able to complete cell division in the extracellular environment and then
end up in G1, leading to a G0 arrest (43, 44). Our data now show that parasites emerging
during G1 largely stay in that stage of G1. We interpret this to mean that egressing
parasites in which IMC7 and -14 are already translocated to the cortex do not revert
back to the middle of G1, or at least this does not result in the release of IMC7 and -14.
On the other hand, for IMC12, we observe that the association with the cortex slowly
increases with the time spent outside a host cell.
Since IMC12 is the only protein whose cortex association increases over time in
extracellular parasites, a potential mechanism underlying IMC12 function in extracellular parasites is provided by the observation of phosphorylation of residues S249 and
S250 upon egress in a Ca2⫹-dependent fashion (45) (there is no evidence of Ca2⫹dependent phosphorylation of IMC7 and IMC14). Importantly, phosphorylation events
in intermediate ﬁlament proteins are a well-recognized mechanism controlling their
assembly and rigidity (46, 47). To directly test this model, we generated constructs to
genetically complement the IMC12 dKO line with wild-type, as well as phosphomimic
(S249E ⫹ S250E) and phosphonull (S249A ⫹ S250A), alleles ﬂanked at the N terminus
by a YFP reporter. Parasite clones stably expressing these alleles were tested for
structural integrity (Fig. S9A to C) and cortical translocation efﬁciency in extracellular
parasites (Fig. S9D). We did not observe any signiﬁcant effects of either mutant allele
and therefore conclude that Ca2⫹-dependent phosphorylation of these two IMC12
residues does not provide the mechanistic basis for these two phenomena. An additional mechanism underlying tensile strength was recently reported for PbIMC1c
(expressed in tachyzoites, bradyzoites, and sporozoites), i.e., palmitoylation. Palmitoylation anchors PbIMC1c, which is expressed in tachyzoites, bradyzoites, and sporozoites,
is a key factor in tensile strength, as it anchors the protein network in the alveolar
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vesicles (13). Indeed, IMC7, -12, and -14 were all detected in the palmitome of
Toxoplasma tachyzoites, suggesting that this mechanism could also apply to Toxoplasma (48). Thus, it is possible that several parallel mechanisms are at work. Taken
together, the results of this study, performed to functionally characterize the members
of the IMC protein family, provide evidence of distinct roles for these IMC proteins
across different life stages.
MATERIALS AND METHODS
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Parasites. T. gondii RH, RHΔKu80 (49), and TATiΔKu80 (50) parasites and their transgenic derivatives
were used in this study. The coccidian stages of T. gondii were examined in the small intestine of the cat
as described previously (51), the Prugniaud strain was used for bradyzoite experiments, the M3 strain was
used for coccidian stages in the cat gut, and the Cz1 strain was used for sporozoite experiments
(generous gift from Michael Grigg and Adrian Hehl). All strains were maintained in human foreskin
ﬁbroblasts (HFFs) as previously described (52). All parasites were grown at 37°C and 5% CO2, except the
temperature-sensitive mutant FV-P6, which was cultured at 35°C as the permissive temperature or at
40°C as the restrictive condition. Stable parasite lines expressing transgenes were selected under 20 M
chloramphenicol or 1 M pyrimethamine based on the resistance marker and cloned by limiting dilution.
A cKD line of IMC7 and dKO lines of IMC12, IMC14, and IMC15 were generated by double
homologous recombination under pyrimethamine selection. Parasite lines stably expressing complementing transgenes were selected with chloramphenicol. Gene knockdown in the cKD line was induced
with 1.0 g/ml ATc for times as speciﬁed. All of the lines generated were cloned by limiting dilution, and
single clones were used for all functional assays.
The coccidian stages of T. gondii were examined in the small intestines of cats as described previously
(51). All animal experiments were approved by the Institutional Animal Care and Use Committee of
Boston University (mouse protocol AN-15306 and cat protocol AN-15294). Oocysts were generated from
the type II Cz1 strain of T. gondii. For this purpose, 5-week-old female C57BL/6 (Charles River Laboratories,
Inc.) were injected in the peritoneum with 105 tachyzoites. During acute toxoplasmosis, mice were
administered 95 mg/kg trimethoprim-sulfamethoxazole (Sulfatrim) in their drinking water. Infected
mouse brains were isolated 6 weeks postinfection and fed to 11-week-old naive kittens (Liberty
Research). Unsporulated oocysts were harvested from cat feces from day 5 to day 10 by sucrose ﬂotation
with a speciﬁc gravity of 1.15 and subsequently allowed to sporulated in 2% sulfuric acid at room
temperature for 7 days as previously described (53). The in vitro excystation protocol used for T. gondii
oocysts was adapted from that used for Cryptosporidium (54). In brief, 6 ⫻ 105 sporulated oocysts were
treated for 30 min with 0.8% (vol/vol) sodium hypochlorite in phosphate-buffered saline (PBS) to remove
bacterial contamination. Sporocysts were released mechanically by vortexing for 60 s with 425- to
600-m glass beads (Sigma). For the release of sporozoites, the liberated sporocysts were incubated at
37°C for 45 min with excystation medium containing 5% (wt/vol) taurocholic acid sodium salt (Sigma)
and 0.25% (wt/vol) trypsin (Sigma) in HBSS (Gibco) adjusted to pH 7.8 with 7.5% (wt/vol) sodium
bicarbonate (EM Science).
S. neurona strain SN3 merozoites and schizonts were used in this study. The parasites were cultured
and maintained in bovine turbinate (BT) cell monolayers in T25 ﬂasks. Upon lysis of the infected BT cell
monolayer, the merozoites were harvested by passage through 23- and 25-gauge needles and ﬁlter
puriﬁed to remove the host cell debris (55). These extracellular merozoites were used as an inoculum to
infect nearly conﬂuent BT cells in 24-well plates containing coverslips. Typically, on day 3 postinfection,
the coverslips containing S. neurona-infected BT cell monolayers were rinsed gently and methanol ﬁxed
for downstream immunoﬂuorescence experiments. Freshly isolated extracellular merozoites were also
used for transient expression of YFP-tagged TgIMC proteins in S. neurona (28, 56).
Plasmids. The sequences of all of the primers used in this study are listed in Table S1. Three-way
Gateway cloning (Invitrogen) was employed to generate the IMC7 cKD vector in accordance with
previously published protocols (57). Plasmid pTgKO2-DHFR-T7S4-IMC7 was linearized with ApaI prior to
transfection into the TATiΔKu80 strain.
IMC12, IMC14, and IMC15 dKO lines were facilitated by two double-strand breaks at the ﬂanks of the
loci induced by the CRISPR-Cas9 system. A 20-bp unique protospacer or guide sequence beside the
protospacer-adjacent motif was designed with the program ProtoMatchv2.0 (http://louridolab.wi.mit
.edu/) at the 5= and 3= ends of the genomic DNA of the gene of interest (GOI). Speciﬁcally, sense and
antisense protospacers were annealed by denaturation at 98°C for 5 min and slow cooling. The pU6-Sag1
vector (kindly provided by Sebastian Lourido, Whitehead Institute) was digested with BsaI, dephosphorylated, and puriﬁed. The puriﬁed vector and annealed protospacers were ligated to generate pU6-goi.
The plasmid sequence was validated by Sanger sequencing with primer U6_sequence-F. The dihydrofolate reductase (DHFR) minigene was ampliﬁed with homologous ﬂanks to the GOI as described in
Table S1. Twenty micrograms of each plasmid was transfected into the RHΔKu80 parasite line along with
40 g of the PCR product of the DHFR resistance marker.
Megaprimer mutagenesis was used to generate point mutations in IMC12 as previously described
(24). PCR products were cloned into ptub-YFP-IMC12/CAT to generate the YFP-IMC12 phosphomutations
with the primers shown in Table S1. Plasmid sequences were validated by Sanger sequencing.
Transcriptomic analysis. RNA-seq data, expressed as transcript levels in numbers of fragments per
kilobase of exon model per million mapped reads (FPKM), were collected from ToxoDB. The data sets
included in the analysis were the tachyzoite transcriptome Time Series (ME49) of Gregory, the bradyzoite
in vivo transcriptome (M4) of Buchholz et al. (58), transcriptomes of Cat Enteroepithelial Stages (CZ-H3)
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of Hehl et al. (59), and the Oocyst Time Series (M4) of Fritz et al. (58). Bubbles were generated in Excel,
and their sizes correspond to the FPKM numbers.
Antiserum generation. Antiserum against IMC7 was produced as described previously (10), with
the following speciﬁc details. The C terminus of IMC7 (amino acids 228 to 429) was ampliﬁed from
cDNA and cloned into plasmid AVA0421 to generate a His6 N-terminal fusion. Puriﬁed recombinant
proteins were used to immunize a rat to generate polyclonal antiserum (Covance). The antiserum
was validated for speciﬁcity by IFA and Western blotting with the IMC7 cKD parasite line (Fig. S7C
and D).
Plaque assay. Six-well plates conﬂuent with HFF cells were inoculated with 50 freshly lysed parasites
and incubated for 8 to 10 days with or without ATc. Monolayers were ﬁxed with 100% ethanol for 10 min,
washed with PBS, and stained with crystal violet (57). Plaques were counted and plaque areas were
quantiﬁed with Fiji (60).
Immunoﬂuorescence. Immunoﬂuorescence assays of tachyzoites, bradyzoites, and sporozoites were
performed as previously described (24). Oocysts were resuspended in 4% paraformaldehyde in phosphate buffer and subjected to three freeze-thaw cycles. After at least one overnight incubation with
ﬁxative at 4°C, the oocysts were washed in PBS and permeabilized by incubation for 20 min in 0.1% Triton
X-100 in 1⫻ PBS (0- to 24-h sporulation time points) or 30 min in 0.25% Triton X-100 in 1⫻ PBS (from
the 30-h time point onward). Oocysts were blocked in 3% bovine serum albumin in 1⫻ PBS containing
0.02% NaN3. Primary and secondary antibody incubations were performed in solution, and samples were
washed by centrifugation for 5 min at 800 ⫻ g. Images were collected with an Olympus XI70 inverted
microscope and deconvolved with DeltaVision SoftWoRx. The primary antibodies used were a rat
anti-IMC3 antibody (10) (1:2,000), a rat anti-IMC7 antibody (10) (1:2,000), a guinea pig anti-Nuf2 antibody
(57), a rabbit anti-␤-tubulin antibody (61) (1:1,000), mouse anti-IMC1 MAb 45:36 (1:1,000; kindly provided
by Gary Ward, University of Vermont), a mouse anti-TgENO2 antibody (kindly provided by Stan Tomavo,
Université Des Sciences et Technologies de Lille, Lille, France) that weakly stains the cytoplasm and
strongly stains the nuclei in actively developing parasites (62), and a rabbit anti-human centrin antibody
(1:1,000; kindly provided by Iain Cheeseman, Whitehead Institute). Secondary antisera conjugated with
Alexa ﬂuorophores A488 and A594 (Invitrogen) were also used (1:400). Nuclear material was costained
with DAPI (2 g/ml). Images were collected with wide-ﬁeld microscopes, deconvolved, and adjusted for
phase-contrast microscopy with Volocity software (Improvision/PerkinElmer).
Osmotic shock assay. Freshly lysed parasites were treated for 10 min with hypotonic buffer (HBSS
diluted to 0.5⫻ or 0.25⫻ in deionized water) or hypertonic buffer (1 M sorbitol in HBSS) as previously
described (33). Concentrations of 0.125 to 0.5% saponin in HBSS were used as positive controls for
permeabilization. Parasites were stained 1:500 with an anti-SAG1 antibody (a kind gift from Jean François
Dubremetz, Université de Montpellier) directly conjugated with Alexa 488 for 30 min on ice. Parasites
were resuspended in 25 g/ml PI in HBSS prior to ﬂow cytometry, and data were collected in the
phycoerythrin and ﬂuorescein isothiocyanate channels (Becton, Dickinson FACSDiva).
Western blotting. Western blotting was performed as previously described (24). A rat anti-IMC7
antibody (1:5,000) (10) and ␣-tubulin MAb 12G10 (1:2,000; Developmental Studies Hybridoma Bank,
University of Iowa) were used as primary antibodies. To reprobe the membrane with a different antibody,
it was stripped with stripping buffer (62.5 mM Tris-HCl [pH 6.7], 2% SDS, 100 mM ␤-mercaptoethanol) for
30 min at 50°C and washed thrice with 1⫻ PBS.
Bradyzoite induction. Bradyzoite differentiation was based on a previously described method
(63). In short, 3 ⫻ 105 freshly lysed parasites were inoculated into the wells of a six-well plate with
HFF cells in standard parasite growth medium (Ed1) and allowed to invade the cells for 4 h at 37°C,
and then the medium was replaced with Switch medium (1⫻ RPMI supplemented with 100 mM
Tricine [pH 8.1] and 1% fetal bovine serum) and the plate was incubated for 4 to 6 days at 37°C in
the absence of CO2. Immunoﬂuorescence with IMC protein antiserum was performed as described
above, whereas the cyst walls were stained with D. biﬂorus agglutinin lectin conjugated with Alexa
594 (Vector Laboratories).

SUPPLEMENTAL MATERIAL
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mSphere.00409-17.
FIG S1, TIF ﬁle, 2.5 MB.
FIG S2, TIF ﬁle, 2.3 MB.
FIG S3, TIF ﬁle, 2.5 MB.
FIG S4, PDF ﬁle, 0.1 MB.
FIG S5, TIF ﬁle, 2.3 MB.
FIG S6, TIF ﬁle, 0.9 MB.
FIG S7, TIF ﬁle, 2.4 MB.
FIG S8, TIF ﬁle, 1.4 MB.
FIG S9, TIF ﬁle, 0.3 MB.
TABLE S1, PDF ﬁle, 0.1 MB.
September/October 2017 Volume 2 Issue 5 e00409-17

msphere.asm.org 17

Dubey et al.

ACKNOWLEDGMENTS
We thank V. B. Carruthers, J. F. Dubremetz, N. S. Morrissette, S. Lourido, B. Striepen,
S. Tomavo, and G. Ward for sharing reagents and Amir Bayegan for assisting with
statistical analysis.
This work was supported by NIH grants, USDA NIFA grant 2009-65109-05918 to
D.K.H., grant AI110638 to J.S., and grant AI081924 to M.-J.G.

REFERENCES

September/October 2017 Volume 2 Issue 5 e00409-17

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

ity of sporozoites. J Cell Biol 167:425– 432. https://doi.org/10.1083/
jcb.200406068.
Gajria B, Bahl A, Brestelli J, Dommer J, Fischer S, Gao X, Heiges M, Iodice
J, Kissinger JC, Mackey AJ, Pinney DF, Roos DS, Stoeckert CJ, Jr., Wang H,
Brunk BP. 2008. ToxoDB: an integrated Toxoplasma gondii database
resource. Nucleic Acids Res 36:D553–D556. https://doi.org/10.1093/nar/
gkm981.
Behnke MS, Wootton JC, Lehmann MM, Radke JB, Lucas O, Nawas J,
Sibley LD, White MW. 2010. Coordinated progression through two subtranscriptomes underlies the tachyzoite cycle of Toxoplasma gondii.
PLoS One 5:e12354. https://doi.org/10.1371/journal.pone.0012354.
Watts E, Zhao Y, Dhara A, Eller B, Patwardhan A, Sinai AP. 2015. Novel
approaches reveal that Toxoplasma gondii bradyzoites within tissue
cysts are dynamic and replicating entities in vivo. mBio 6:e01155-15.
https://doi.org/10.1128/mBio.01155-15.
Ferguson DJ, Hutchison WM, Siim JC. 1975. The ultrastructural development of the macrogamete and formation of the oocyst wall of Toxoplasma gondii. Acta Pathol Microbiol Scand B 83:491–505. https://doi
.org/10.1111/j.1699-0463.1975.tb00130.x.
Ferguson DJ, Hutchison WM, Dunachie JF, Siim JC. 1974. Ultrastructural
study of early stages of asexual multiplication and microgametogony of
Toxoplasma gondii in the small intestine of the cat. Acta Pathol Microbiol Scand B Microbiol Immunol 82:167–181. https://doi.org/10.1111/j
.1699-0463.1974.tb02309.x.
Gubbels MJ, Vaishnava S, Boot N, Dubremetz JF, Striepen B. 2006. A
MORN-repeat protein is a dynamic component of the Toxoplasma gondii cell division apparatus. J Cell Sci 119:2236 –2245. https://doi.org/10
.1242/jcs.02949.
Vaishnava S, Morrison DP, Gaji RY, Murray JM, Entzeroth R, Howe DK,
Striepen B. 2005. Plastid segregation and cell division in the apicomplexan parasite Sarcocystis neurona. J Cell Sci 118:3397–3407. https://doi
.org/10.1242/jcs.02458.
Blazejewski T, Nursimulu N, Pszenny V, Dangoudoubiyam S, Namasivayam S, Chiasson MA, Chessman K, Tonkin M, Swapna LS, Hung SS,
Bridgers J, Ricklefs SM, Boulanger MJ, Dubey JP, Porcella SF, Kissinger JC,
Howe DK, Grigg ME, Parkinson J. 2015. Systems-based analysis of the
Sarcocystis neurona genome identiﬁes pathways that contribute to a
heteroxenous life cycle. mBio 6:e02445-14. https://doi.org/10.1128/mBio
.02445-14.
Howe DK, Gaji RY, Mroz-Barrett M, Gubbels MJ, Striepen B, Stamper S.
2005. Sarcocystis neurona merozoites express a family of immunogenic
surface antigens that are orthologues of the Toxoplasma gondii surface
antigens (SAGs) and SAG-related sequences. Infect Immun 73:
1023–1033. https://doi.org/10.1128/IAI.73.2.1023-1033.2005.
Gaji RY, Zhang D, Breathnach CC, Vaishnava S, Striepen B, Howe DK.
2006. Molecular genetic transfection of the coccidian parasite Sarcocystis neurona. Mol Biochem Parasitol 150:1–9. https://doi.org/10.1016/j
.molbiopara.2006.06.003.
Szatanek T, Anderson-White BR, Faugno-Fusci DM, White M, Saeij JP,
Gubbels MJ. 2012. Cactin is essential for G1 progression in Toxoplasma
gondii. Mol Microbiol 84:566 –577. https://doi.org/10.1111/j.1365-2958
.2012.08044.x.
Hu K, Roos DS, Angel SO, Murray JM. 2004. Variability and heritability of
cell division pathways in Toxoplasma gondii. J Cell Sci 117:5697–5705.
https://doi.org/10.1242/jcs.01494.
Wang Y, Karnataki A, Parsons M, Weiss LM, Orlofsky A. 2010.
3-Methyladenine blocks Toxoplasma gondii division prior to centrosome
replication. Mol Biochem Parasitol 173:142–153. https://doi.org/10.1016/
j.molbiopara.2010.05.020.
Chen CT, Gubbels MJ. 2013. The Toxoplasma gondii centrosome is the
platform for internal daughter budding as revealed by a Nek1 kinase
mutant. J Cell Sci 126:3344 –3355. https://doi.org/10.1242/jcs.123364.
msphere.asm.org 18

Downloaded from http://msphere.asm.org/ on February 15, 2018 by guest

1. Montoya JG, Liesenfeld O. 2004. Toxoplasmosis. Lancet 363:1965–1976.
https://doi.org/10.1016/S0140-6736(04)16412-X.
2. Levine ND. 1988. Progress in taxonomy of the apicomplexan protozoa. J
Protozool 35:518–520. https://doi.org/10.1111/j.1550-7408.1988.tb04141.x.
3. Reed SM, Furr M, Howe DK, Johnson AL, MacKay RJ, Morrow JK, Pusterla
N, Witonsky S. 2016. Equine protozoal myeloencephalitis: an updated
consensus statement with a focus on parasite biology, diagnosis, treatment, and prevention. J Vet Intern Med 30:491–502. https://doi.org/10
.1111/jvim.13834.
4. Shefﬁeld HG, Melton ML. 1968. The ﬁne structure and reproduction of
Toxoplasma gondii. J Parasitol 54:209 –226. https://doi.org/10.2307/
3276925.
5. Speer CA, Dubey JP. 2001. Ultrastructure of schizonts and merozoites of
Sarcocystis neurona. Vet Parasitol 95:263–271. https://doi.org/10.1016/
S0304-4017(00)00392-7.
6. Francia ME, Striepen B. 2014. Cell division in apicomplexan parasites. Nat
Rev Microbiol 12:125–136. https://doi.org/10.1038/nrmicro3184.
7. Ferguson DJ. 2002. Toxoplasma gondii and sex: essential or optional
extra? Trends Parasitol 18:355–359. https://doi.org/10.1016/S1471-4922
(02)02330-9.
8. Anderson-White B, Beck JR, Chen CT, Meissner M, Bradley PJ, Gubbels
MJ. 2012. Cytoskeleton assembly in Toxoplasma gondii cell division. Int
Rev Cell Mol Biol 298:1–31. https://doi.org/10.1016/B978-0-12-394309-5
.00001-8.
9. Gould SB, Tham WH, Cowman AF, McFadden GI, Waller RF. 2008. Alveolins, a new family of cortical proteins that deﬁne the protist infrakingdom Alveolata. Mol Biol Evol 25:1219 –1230. https://doi.org/10.1093/
molbev/msn070.
10. Anderson-White BR, Ivey FD, Cheng K, Szatanek T, Lorestani A, Beckers
CJ, Ferguson DJ, Sahoo N, Gubbels MJ. 2011. A family of intermediate
ﬁlament-like proteins is sequentially assembled into the cytoskeleton of
Toxoplasma gondii. Cell Microbiol 13:18 –31. https://doi.org/10.1111/j
.1462-5822.2010.01514.x.
11. Kono M, Herrmann S, Loughran NB, Cabrera A, Engelberg K, Lehmann C,
Sinha D, Prinz B, Ruch U, Heussler V, Spielmann T, Parkinson J, Gilberger
TW. 2012. Evolution and architecture of the inner membrane complex in
asexual and sexual stages of the malaria parasite. Mol Biol Evol 29:
2113–2132. https://doi.org/10.1093/molbev/mss081.
12. Tremp AZ, Al-Khattaf FS, Dessens JT. 2014. Distinct temporal recruitment
of Plasmodium alveolins to the subpellicular network. Parasitol Res
113:4177– 4188. https://doi.org/10.1007/s00436-014-4093-4.
13. Tremp AZ, Al-Khattaf FS, Dessens JT. 2017. Palmitoylation of Plasmodium alveolins promotes cytoskeletal function. Mol Biochem Parasitol
213:16 –21. https://doi.org/10.1016/j.molbiopara.2017.02.003.
14. Harding CR, Meissner M. 2014. The inner membrane complex through
development of Toxoplasma gondii and Plasmodium. Cell Microbiol
16:632– 641. https://doi.org/10.1111/cmi.12285.
15. Tremp AZ, Khater EI, Dessens JT. 2008. IMC1b is a putative membrane
skeleton protein involved in cell shape, mechanical strength, motility,
and infectivity of malaria ookinetes. J Biol Chem 283:27604 –27611.
https://doi.org/10.1074/jbc.M801302200.
16. Tremp AZ, Dessens JT. 2011. Malaria IMC1 membrane skeleton proteins
operate autonomously and participate in motility independently of cell
shape. J Biol Chem 286:5383–5391. https://doi.org/10.1074/jbc.M110
.187195.
17. Volkmann K, Pfander C, Burstroem C, Ahras M, Goulding D, Rayner JC,
Frischknecht F, Billker O, Brochet M. 2012. The alveolin IMC1h is required
for normal ookinete and sporozoite motility behaviour and host colonisation in Plasmodium berghei. PLoS One 7:e41409. https://doi.org/10
.1371/journal.pone.0041409.
18. Khater EI, Sinden RE, Dessens JT. 2004. A malaria membrane skeletal
protein is essential for normal morphogenesis, motility, and infectiv-

IMC Proteins across Toxoplasma Developmental Stages

September/October 2017 Volume 2 Issue 5 e00409-17

48. Foe IT, Child MA, Majmudar JD, Krishnamurthy S, van der Linden WA,
Ward GE, Martin BR, Bogyo M. 2015. Global analysis of palmitoylated
proteins in Toxoplasma gondii. Cell Host Microbe 18:501–511. https://
doi.org/10.1016/j.chom.2015.09.006.
49. Huynh MH, Carruthers VB. 2009. Tagging of endogenous genes in a
Toxoplasma gondii strain lacking Ku80. Eukaryot Cell 8:530 –539. https://
doi.org/10.1128/EC.00358-08.
50. Sheiner L, Demerly JL, Poulsen N, Beatty WL, Lucas O, Behnke MS, White
MW, Striepen B. 2011. A systematic screen to discover and analyze
apicoplast proteins identiﬁes a conserved and essential protein import
factor. PLoS Pathog 7:e1002392. https://doi.org/10.1371/journal.ppat
.1002392.
51. Ferguson DJ, Cesbron-Delauw MF, Dubremetz JF, Sibley LD, Joiner KA,
Wright S. 1999. The expression and distribution of dense granule proteins in the enteric (coccidian) forms of Toxoplasma gondii in the small
intestine of the cat. Exp Parasitol 91:203–211. https://doi.org/10.1006/
expr.1998.4384.
52. Roos DS, Donald RG, Morrissette NS, Moulton AL. 1994. Molecular tools
for genetic dissection of the protozoan parasite Toxoplasma gondii.
Methods Cell Biol 45:27– 63.
53. Dubey JP, Miller NL, Frenkel JK. 1970. The Toxoplasma gondii oocyst
from cat feces. J Exp Med 132:636 – 662. https://doi.org/10.1084/jem.132
.4.636.
54. Arrowood MJ. 2002. In vitro cultivation of Cryptosporidium species. Clin
Microbiol Rev 15:390 – 400. https://doi.org/10.1128/CMR.15.3.390-400
.2002.
55. Hoane JS, Carruthers VB, Striepen B, Morrison DP, Entzeroth R, Howe
DK. 2003. Analysis of the Sarcocystis neurona microneme protein
SnMIC10: protein characteristics and expression during intracellular
development. Int J Parasitol 33:671– 679. https://doi.org/10.1016/
S0020-7519(03)00031-6.
56. Howe DK, Sibley LD. 1997. Development of molecular genetics for
Neospora caninum: a complementary system to Toxoplasma gondii.
Methods 13:123–133. https://doi.org/10.1006/meth.1997.0505.
57. Farrell M, Gubbels MJ. 2014. The Toxoplasma gondii kinetochore is
required for centrosome association with the centrocone (spindle pole).
Cell Microbiol 16:78 –94. https://doi.org/10.1111/cmi.12185.
58. Fritz HM, Buchholz KR, Chen X, Durbin-Johnson B, Rocke DM, Conrad
PA, Boothroyd JC. 2012. Transcriptomic analysis of Toxoplasma development reveals many novel functions and structures speciﬁc to
sporozoites and oocysts. PLoS One 7:e29998. https://doi.org/10.1371/
journal.pone.0029998.
59. Hehl AB, Basso WU, Lippuner C, Ramakrishnan C, Okoniewski M, Walker
RA, Grigg ME, Smith NC, Deplazes P. 2015. Asexual expansion of Toxoplasma gondii merozoites is distinct from tachyzoites and entails expression of non-overlapping gene families to attach, invade, and replicate within feline enterocytes. BMC Genomics 16:66. https://doi.org/10
.1186/s12864-015-1225-x.
60. Schindelin J, Arganda-Carreras I, Frise E, Kaynig V, Longair M, Pietzsch T,
Preibisch S, Rueden C, Saalfeld S, Schmid B, Tinevez JY, White DJ,
Hartenstein V, Eliceiri K, Tomancak P, Cardona A. 2012. Fiji: an opensource platform for biological-image analysis. Nat Methods 9:676 – 682.
https://doi.org/10.1038/nmeth.2019.
61. Morrissette NS, Sibley LD. 2002. Disruption of microtubules uncouples
budding and nuclear division in Toxoplasma gondii. J Cell Sci 115:
1017–1025.
62. Ferguson DJ, Parmley SF, Tomavo S. 2002. Evidence for nuclear localisation of two stage-speciﬁc isoenzymes of enolase in Toxoplasma gondii
correlates with active parasite replication. Int J Parasitol 32:1399 –1410.
https://doi.org/10.1016/S0020-7519(02)00129-7.
63. Saeij JP, Arrizabalaga G, Boothroyd JC. 2008. A cluster of four surface
antigen genes speciﬁcally expressed in bradyzoites, SAG2CDXY, plays an
important role in Toxoplasma gondii persistence. Infect Immun 76:
2402–2410. https://doi.org/10.1128/IAI.01494-07.

msphere.asm.org 19

Downloaded from http://msphere.asm.org/ on February 15, 2018 by guest

33. Harding CR, Egarter S, Gow M, Jiménez-Ruiz E, Ferguson DJ, Meissner M.
2016. Gliding associated proteins play essential roles during the formation of the inner membrane complex of Toxoplasma gondii. PLoS Pathog 12:e1005403. https://doi.org/10.1371/journal.ppat.1005403.
34. Ferguson DJ, Birch-Andersen A, Siim JC, Hutchison WM. 1979. Ultrastructural studies on the sporulation of oocysts of Toxoplasma gondii. III.
Formation of the sporozoites within the sporocysts. Acta Pathol Microbiol Scand B 87:253–260.
35. Ferguson DJ, Birch-Andersen A, Siim JC, Hutchison WM. 1979. Ultrastructural studies on the sporulation of oocysts of Toxoplasma gondii. II.
Formation of the sporocyst and structure of the sporocyst wall. Acta
Pathol Microbiol Scand B 87B:183–190.
36. Ferguson DJ, Birch-Andersen A, Siim JC, Hutchison WM. 1979. Ultrastructural studies on the sporulation of oocysts of Toxoplasma gondii. I.
Development of the zygote and formation of the sporoblasts. Acta
Pathol Microbiol Scand B 87B:171–181.
37. Bandini G, Haserick JR, Motari E, Ouologuem DT, Lourido S, Roos DS,
Costello CE, Robbins PW, Samuelson J. 2016. O-fucosylated glycoproteins form assemblies in close proximity to the nuclear pore complexes
of Toxoplasma gondii. Proc Natl Acad Sci U S A 113:11567–11572.
https://doi.org/10.1073/pnas.1613653113.
38. Suvorova ES, Francia M, Striepen B, White MW. 2015. A novel bipartite
centrosome coordinates the apicomplexan cell cycle. PLoS Biol 13:
e1002093. https://doi.org/10.1371/journal.pbio.1002093.
39. Stedman TT, Sussmann AR, Joiner KA. 2003. Toxoplasma gondii Rab6
mediates a retrograde pathway for sorting of constitutively secreted
proteins to the Golgi complex. J Biol Chem 278:5433–5443. https://doi
.org/10.1074/jbc.M209390200.
40. Lige B, Romano JD, Bandaru VV, Ehrenman K, Levitskaya J, Sampels V,
Haughey NJ, Coppens I. 2011. Deﬁciency of a Niemann-Pick, type C1related protein in Toxoplasma is associated with multiple lipidoses and
increased pathogenicity. PLoS Pathog 7:e1002410. https://doi.org/10
.1371/journal.ppat.1002410.
41. Beck JR, Rodriguez-Fernandez IA, de Leon JC, Huynh MH, Carruthers VB,
Morrissette NS, Bradley PJ. 2010. A novel family of Toxoplasma IMC
proteins displays a hierarchical organization and functions in coordinating parasite division. PLoS Pathog 6:e1001094. https://doi.org/10.1371/
journal.ppat.1001094.
42. Joice R, Narasimhan V, Montgomery J, Sidhu AB, Oh K, Meyer E, PierreLouis W, Seydel K, Milner D, Williamson K, Wiegand R, Ndiaye D, Daily J,
Wirth D, Taylor T, Huttenhower C, Marti M. 2013. Inferring developmental stage composition from gene expression in human malaria. PLoS
Comput Biol 9:e1003392. https://doi.org/10.1371/journal.pcbi.1003392.
43. Lescault PJ, Thompson AB, Patil V, Lirussi D, Burton A, Margarit J, Bond
J, Matrajt M. 2010. Genomic data reveal Toxoplasma gondii differentiation mutants are also impaired with respect to switching into a novel
extracellular tachyzoite state. PLoS One 5:e14463. https://doi.org/10
.1371/journal.pone.0014463.
44. Gaji RY, Behnke MS, Lehmann MM, White MW, Carruthers VB. 2011. Cell
cycle-dependent, intercellular transmission of Toxoplasma gondii is accompanied by marked changes in parasite gene expression. Mol Microbiol 79:192–204. https://doi.org/10.1111/j.1365-2958.2010.07441.x.
45. Nebl T, Prieto JH, Kapp E, Smith BJ, Williams MJ, Yates JR III, Cowman AF,
Tonkin CJ. 2011. Quantitative in vivo analyses reveal calcium-dependent
phosphorylation sites and identiﬁes a novel component of the Toxoplasma invasion motor complex. PLoS Pathog 7:e1002222. https://doi
.org/10.1371/journal.ppat.1002222.
46. Gruenbaum Y, Margalit A, Goldman RD, Shumaker DK, Wilson KL. 2005.
The nuclear lamina comes of age. Nat Rev Mol Cell Biol 6:21–31. https://
doi.org/10.1038/nrm1550.
47. Wagner OI, Rammensee S, Korde N, Wen Q, Leterrier JF, Janmey PA.
2007. Softness, strength and self-repair in intermediate ﬁlament networks. Exp Cell Res 313:2228 –2235. https://doi.org/10.1016/j.yexcr.2007
.04.025.

